SI Materials and Methods
Bioinformatic analysis of siRNA screen data Data analysis was automated using a custom R script which combined and analysed the CCF2-AM fluorescence (translocation ratio) and DRAQ5™ (cell viability) raw data files to generate a summarised report spreadsheet. Translocation ratio and cell viability values were normalized to the average of the siOTP-NT control readout per plate. The experimental robustness was evaluated for each screened plate using the Z' factor calculation (1), comparing the negative, positive and cell death control for both translocation ratio and cell viability. siRNA transfections that resulted in >50% average reduction in cell viability compared to siOTP-NT were scored as toxic and excluded from further analyses. Robust z-scores utilising the median and median absolute deviation (MAD) of all siOTP-NT-normalized sample values for the translocation ratio were generated across all sample wells and averaged per duplicate plate pair. Robust z-score = (sample value-sample median)/sample median absolute deviation were used as the bio-identification method (1) of which Z ≤ -2 or Z ≥ 2 were considered statistically significant. In the deconvolution validation screen, siRNA targets were confirmed by approximate reproduction of the translocation ratio in the primary screen and a decrease in effector translocation by 20% compared to siOTP-NT. The PANTHER Overrepresentation Test (Version 14.1; released 20190312) was used to classify the validated genes (2) .
Manual siRNA transfection
HeLa cells (3920 cells/well or 19600 cells/well) were reverse transfected in 96-well and 24-well plates, respectively, with siGENOME SMARTpool siRNAs using DF1 diluted in reduced serum media for 72 h. A media change was performed 24 h post-transfection.
BlaM translocation assay
To quantify translocation of BlaM-constructs, cells were seeded into black-walled, clear bottom 96-well plates (Corning). For siRNA-treated cells, HeLa cells were seeded as described above and infected 72 h post-transfection with C. burnetii pBlaM-MceA or C. burnetii pBlaM-Cig2 at a MOI of 300. Cells were infected for 24 h, loaded with CCF2-AM using the LiveBLAzer™ FRET B/G Loading Kit (Invitrogen) and 0.1M probenecid. Translocation was measured using the CLARIOstar Microplate Reader (BMG LABTECH) and the ratio of 450 nm to 520 nm was calculated. Cells were fixed with 4% PFA for 15 min and cell viability was ascertained using DRAQ5™.
Quantification of cell nuclei per well was performed from 9 fields using a 10X long WD objective on the Operetta High-Content Imaging System (Perkin Elmer) and the Find Nuclei Method B program using Harmony High Content Imaging and Analysis Software (Perkin Elmer). To induce starvation conditions, infected cells were treated 20 h post-infection with HBSS for 4 h and then subsequently loaded with the CCF2-AM fluorescent dye as described.
Real-time PCR quantification of gene silencing
Duplicate wells of siRNA treated cells seeded in 24-well plates were used to ascertain RNA silencing efficiency. At the desired time points, HeLa cells were lysed and RNA was extracted using TRIsure™ (Bioline). Quantitative Real-time PCR was performed using SsoAdvanced™ Universal SYBR® Green Supermix (Bio-Rad) from cDNA generated using the iScript™ cDNA Synthesis Kit (BioRad) following DNAse treatment (Ambion; Life Technologies). The oligonucleotide pairs used are listed in SI Appendix Table S4 . Real Time PCR was performed using an Mx3005P QPCR System (Agilent Technologies) and gene expression levels were normalized to 18S rRNA expression.
Western blot analysis
Immunoblot analysis was performed as previously described (3) . Membranes were blocked using 5% skim milk in Tris-buffered saline containing 0.1% Tween-20 (TBST).
Primary antibodies were diluted in either 5% Bovine Serum Albumin (BSA) or skim milk in TBST and used at the following concentrations overnight at 4°C: anti--actin (1:5000; Sigma), anti-LRP1 (EPR3724) (1:5000; Abcam), anti-CD-M6PR (H-7) (1:100; Santa Cruz Biotechnology), anti-TPP1 (CLN2) (D-11) (1:100; Santa Cruz Biotechnology).
Anti-mouse-HRP and anti-rabbit-HRP (Perkin Elmer) was used at 1:3000 and detected with Clarity™ Western ECL Blotting substrate (Bio-Rad) and the Amersham Imager 600 (GE Healthcare).
C. burnetii infections
The Quant-iT PicoGreen double stranded DNA assay kit (Thermo Fisher Scientific) was used to quantify axenically grown C. burnetii strains (4) . Cells were infected with the appropriate MOI of C. burnetii and incubated for 4 h at 37°C with 5% CO2, washed once with PBS and either fixed (bacterial entry), incubated for a further 2 h in DMEM containing 5% FCS, washed once with PBS and fixed (LAMP-1 association), or incubated in DMEM containing 5% FCS until the desired time at which point samples were either fixed for microscopy or lysed with H2O and collected for C. burnetii quantification (intracellular replication). Lysed samples were pelleted and re-suspended in 100 µl of H2O and gDNA extracted using the Quick-DNA™ Miniprep kit (Zymo Research). The number of C. burnetii genomes was quantified by qPCR using ompA-specific primers (5, 6) .
Immunofluorescence and microscopy
Infected cells were fixed with 4% PFA for 15 min at appropriate time points. To discriminate between extracellular and intracellular bacteria differential staining was performed. Fixed samples were blocked in PBS containing 2% BSA (blocking buffer) prior to staining with mouse anti-C. burnetii (1:1000, in-house sera) followed by Alexa Fluor 488-conjugated anti-mouse antibodies (1:2000 in blocking buffer, Invitrogen).
Cells were washed and fixed again before being permeabilised with PBS containing 0.1% Triton X-100 and blocked with blocking buffer. Total bacteria were stained using rabbit anti-C. burnetii (1:10000) followed by Alexa Fluor 568-conjugated anti-rabbit antibodies (1:2000, Invitrogen) . DNA was stained with 4',6'-diamidino-2-phenylindole (DAPI) diluted 1:10000 in PBS. Coverslips were mounted onto glass slides using ProLong Gold antifade reagent (Thermo Fisher Scientific) and quantification was performed with a Leica DMI4000b inverted microscope.
For LAMP-1 staining, fixed samples were blocked and permeabilised using blocking buffer containing 0.05% saponin. Samples were co-immunostained using mouse anti-LAMP-1 H4A3-C (1:200, DSHB) and rabbit anti-C. burnetii (1:10000) followed by secondary antibodies (1:2000) . DNA was stained using DAPI and coverslips mounted as above. LAMP-1 association was quantified using a Leica DMI4000b inverted microscope and CCV area was determined using images acquired on a Zeiss LSM700 confocal laser scanning microscope and processed with ImageJ software.
Altered pH and media composition analysis
Stationary phase (6-7 day) cultures of luciferase-expressing C. burnetii were diluted to 1 × 107 genome equivalents (GE) in 96-well black clear-bottomed tissue culture plates (Corning) in 0.1 ml of fresh ACCM-2 medium with pH adjusted from pH 4.2 to 7.2 using HCl or NaOH. 48 h later, light production was measured by a TECAN Infinite M1000 with 500 ms integration time. For altered medium compositions, ACCM-2 was freshly prepared with components missing or additional salts and cations as indicated. 5 × 106 GE of stationary phase culture was diluted into 0.15 ml medium and light production was measured 48 h later.
DQ-BSA assay
HeLa cells were reverse transfected with siRNA into black-walled, clear-bottomed 96-well plates. 72 h post-transfection, media was replaced with DMEM containing 10% FCS and 10 µg/ml DQ Green BSA and incubated at 37°C in 5% CO2 for 1 h. After incubation, wells were washed with PBS and the media replaced with 100 µl of HBSS.
Lysosomal protease activity was measured using the CLARIOstar Microplate Reader at 495 nm excitation, 525 nm emission every 5 min for 2 h. The slope of the range (0-120 min) was used for analysis. Chloroquine (50µg/ml) was added 1 h prior to the addition of DQ Green BSA, when required, and remained present throughout the experiment.
RNA-seq analysis
Transcript abundances for each sample were bioinformatically quantified using kallisto (7) against a reference transcriptome (C. burnetii RSA 493; Accession Number AE016828.3). Differential expression analysis was performed using DESeq2 (8) . After data normalisation, volcano plots (curated using Excel) were used to visualise log2(fold-change) expression data against the false discovery rate (FDR, DEseq-PADJ) and a 5% false discovery rate (FDR) cut-off was set (SI Appendix, Fig S3) . Samples were omitted from further analysis if the log2(fold-change) was < 1 and > -1. The differences in gene expression profiles found in this study were compared with that of Beare et al. (9) using the online platform, Venny (10) . Heatmaps were created using MultiexperimentViewer (MeV), version 4.8.1 (11) .
Quantification and Statistical Analysis
All graphs show mean ± SEM. For comparisons between two groups an unpaired, two-tailed t-test was used. For comparisons between multiple groups either a one-way ANOVA or two-way ANOVA followed by Dunnett post-test was used as appropriate.
Prism7 (GraphPad Software, Inc.) was used to perform statistical analyses, with p values less than 0.05 considered significant. Quantification of bacterial entry, LAMP-1 association and CCV area were performed blinded. 
